Background: In the Phase III LUX-Lung 3/6 (LL3/LL6) trials in epidermal growth factor receptor (EGFR) mutation-positive lung adenocarcinoma patients, we evaluated feasibility of EGFR mutation detection using circulating cell-free DNA (cfDNA) and prognostic and predictive utility of cfDNA positivity (cfDNA þ ).
Traditionally, treatment of non-small cell lung cancer (NSCLC) has consisted of platinum-based chemotherapy. However, over the past decade, the discovery of frequent molecular alterations in NSCLC, particularly epidermal growth factor receptor (EGFR) mutations, has led to a new treatment paradigm that includes targeted agents (Novello et al, 2016) . The reversible EGFR tyrosine kinase inhibitors (TKIs) erlotinib and gefitinib, as well as the irreversible ErbB family blocker, afatinib, are approved for the treatment of advanced EGFR mutation-positive NSCLC. In this era of targeted therapies, identification of patients (e.g., via EGFR mutation detection) who may derive benefit from these agents is a key factor for successful treatment (Olsen and Jorgensen, 2014) .
In clinical practice, EGFR mutations are routinely detected using DNA extracted from primary or metastatic tumour tissue obtained during tumour biopsy or resection, which is typically formalin fixed and paraffin embedded (FFPE) Jung, 2013) . However, efficient and robust mutation testing using these tissue samples can be challenging owing to small biopsy size or lack of sufficient tumour cells, inherent issues associated with FFPE archival tissue (e.g., poor DNA quality and tissue necrosis), and reluctance or inability of patients to undergo invasive biopsy Jung, 2013; Weber et al, 2014) . As such, the development of simpler, minimally invasive assays to detect gene mutations may provide an attractive alternative to tumour biopsy for the identification of patients eligible for targeted treatments.
An emerging methodology to this end is the detection of mutations in circulating cell-free DNA (cfDNA) isolated from blood (i.e., liquid biopsy). Clinical studies in patients with NSCLC have explored the feasibility of EGFR mutation detection using cfDNA from serum and/ or plasma samples, as well as the prognostic value and potential utility of EGFR mutation positivity by cfDNA to predict clinical outcomes to EGFR-targeted therapies (Kimura et al, 2006 (Kimura et al, , 2007 Bai et al, 2009; He et al, 2009; Brevet et al, 2011; Lee et al, 2011; Goto et al, 2012; Mok et al, 2013; Li et al, 2014; Douillard et al, 2014a,b; Mok et al, 2015) . These studies suggest that detection of EGFR mutation in the blood is feasible and may be useful in the absence of available tumour biopsy. However, there is variability in the detection rates of EGFR mutation in the blood compared with the standard methodology using tumour tissue, and the correlation of blood-derived EGFR mutation positivity with specific patient characteristics or clinical outcomes remains uncertain.
This article describes the findings of two large, randomised Phase III trials (LUX-Lung 3 (LL3) and LUX-Lung 6 (LL6)), which compared the ErbB family blocker afatinib with standard platinumdoublet chemotherapy (cisplatin þ pemetrexed in LL3; cisplatin þ gemcitabine in LL6) in treatment-naive patients with advanced NSCLC harbouring EGFR mutations in their tumours (Sequist et al, 2013; Wu et al, 2014; Yang et al, 2015) . Improvements in clinical outcomes with afatinib vs chemotherapy in both LL3 and LL6, particularly in patients with tumours harbouring common EGFR mutations (Del19/L858R), have been previously reported (Sequist et al, 2013; Wu et al, 2014; Yang et al, 2015) . Both trials prospectively collected paired tumour and blood samples from patients for analysis of EGFR mutations. The current analysis evaluates the technical feasibility of detecting EGFR mutations in cfDNA from either serum (LL3) or plasma (LL6) and explores the association of clinical characteristics and outcomes with cfDNA-positive (cfDNA þ ) or -negative (cfDNA À ) status in EGFR mutation-positive patients.
MATERIALS AND METHODS
Study design and patients. Details of the LL3 and LL6 study designs and patient eligibility criteria have been previously published (Sequist et al, 2013; Wu et al, 2014) . In brief, eligible patients in LL3 (n ¼ 345; recruited globally) and LL6 (n ¼ 364; recruited in China, South Korea, and Thailand) had pathologically confirmed and previously untreated stage IIIB/IV lung adenocarcinoma, an Eastern Cooperative Oncology Group (ECOG) performance status of 0 or 1, measurable disease according to Response Evaluation Criteria in Solid Tumors (RECIST) version 1.1 (Eisenhauer et al, 2009) , and adequate organ function. Tumours were confirmed as EGFR mutation positive at screening based on central laboratory analysis of biopsy tissue using a validated test kit (Therascreen EGFR 29; Qiagen, Manchester, UK), as described in detail below.
In each study, patients were randomised (2 : 1) to receive oral afatinib (40 mg day À 1 ) or up to six cycles of intravenous pemetrexed (500 mg m À 2 ) plus cisplatin (75 mg m À 2 ) once every 21 days in LL3 or gemcitabine (1000 mg m ; day 1) every 21 days in LL6 (Sequist et al, 2013; Wu et al, 2014) . Stratification parameters included EGFR mutation type (Del19/L858R/other) and race (Asian/non-Asian; LL3 only). Patients were treated until disease progression, death, unacceptable adverse events or withdrawal of consent for any reason.
The primary end point of each study was progression-free survival (PFS; by independent blinded review) (Sequist et al, 2013; Wu et al, 2014) . Key secondary end points for both studies included objective response (complete response (CR) or partial response (PR)), disease control (CR, PR or stable disease), and overall survival (OS). Other secondary end points included patientreported outcomes of disease symptoms and health-related quality of life and safety, which were previously published (Sequist et al, 2013; Wu et al, 2014) .
Study conduct. Each study was conducted in accordance with the Declaration of Helsinki, International Conference on Harmonisation good clinical practice, local laws, and applicable regulatory requirements and was approved by the institutional review board or independent ethics committee of each centre. An independent Data Monitoring Committee monitored conduct. All patients provided written, informed consent for participation in the studies and provision of tumour and blood samples. Trial registration IDs are: ClinicalTrials.gov NCT00949650 (LL3) and NCT01121393 (LL6).
Blood/tumour sample collection and EGFR mutation detection. Tumour tissue from each patient was obtained at an initial diagnostic procedure for NSCLC and was paraffin embedded. Tumour samples for EGFR mutation detection consisted of at least five 10 mm unstained sections mounted on a non-charged microscopic slide and containing at least 20% tumour tissue. In addition to the tumour tissue sample, a mandatory 9-ml blood sample was collected from each patient at the start of treatment (day 1, course 1) in both trials; however, different DNA extraction methodologies were used (see below for further details). The selection of the DNA extraction kit was based on the recommendation from the manufacturer at the time of each study conduct.
In both tumour tissue and paired serum/plasma samples, genotyping of EGFR mutations was conducted at a central laboratory using a validated allele-specific quantitative real-time PCR kit (Therascreen EGFR 29; Qiagen) designed to detect 29 EGFR mutations (19 deletions in exon 19 (collectively termed Del19), L858R, three insertions in exon 20 (collectively termed Ins20), L861Q, G719S, G719A, G719C (or G719X), T790M, and S768I) against a background of wild-type genomic DNA. Although a formal assessment of the amount of serum/plasma used for each sample was not conducted, it is important to note that the Therascreen EGFR 29 assay includes DNA-loading controls, which indicate when a DNA sample is too dilute or is non-amplifiable, and provides a means of performing quality control of the DNA during the assay.
Extraction of DNA from serum. Following phlebotomy (9 ml of venous blood collected over ethylenediaminetetraacetic acid (EDTA)), serum was prepared and frozen prior to shipment to the central laboratory. DNA preparation from frozen serum samples (3 ml) was performed using the QIAamp DNA Blood Mini Kit (Qiagen) according to the manufacturer's instructions.
Extraction of DNA from plasma. Following phlebotomy (9 ml of venous blood collected over EDTA), plasma was prepared and frozen prior to shipment to the central laboratory. The EDTA plasma sample was thawed at room temperature and then transferred to a 15-ml tube and centrifuged for 10 min at 16 000 Â g in a fixed-angle rotor at þ 4 1C. Proteinase K solution (400 ml) was added to a 50-ml tube. The clarified plasma supernatant was carefully separated from the sediment layer, and a maximum of 4 ml was added to the Proteinase K solution. The sample volume was then adjusted to 4 ml as required using phosphate-buffered saline. Buffer ACL (3.2 ml, containing carrier RNA) was added to the 50-ml tube and the solution was incubated at 60 1C for 30 min. The Proteinase K-digested sample was then further processed as per the QIAamp Circulating Nucleic Acid Kit manufacturer's instructions (Qiagen), and the final DNA samples were eluted in 100 ml of buffer AVE.
Tumour assessments. Tumour assessments were performed by computed tomography or magnetic resonance imaging every 6 weeks for the first 48 weeks and then every 12 weeks thereafter until disease progression or start of new anticancer therapy (Sequist et al, 2013; Wu et al, 2014) . Scans were reviewed by an independent central imaging group consisting of both radiologists and oncologists who were blinded to treatment assignments. Number of metastatic sites was determined by the count of unique sites of metastases across all organs with metastases. The sum of the longest diameters of lesions is the sum of the baseline target lesions identified by an independent review according to the procedures defined in RECIST version 1.1 (Eisenhauer et al, 2009 ).
Statistical analyses.
To formally define the performance of the EGFR Therascreen 29 assay, test results from a mixture of EGFR mutation-positive and -negative samples would be required to calculate the sensitivity, specificity, negative predictive value (NPV), and positive predictive value (PPV) of the assay. Per eligibility criteria in LL3 and LL6, only patients with EGFR mutation-positive tumours were included (i.e., all patients had tumour tissue that was positive for one or more EGFR mutation type). As such, calculations for sensitivity, specificity, PPV, and NPV in this analysis make use of test results for all seven mutation types within each individual patient.
For each study, logistic regression models were used to test for any association between baseline demographic and disease characteristics and the EGFR mutation test result from blood (cfDNA þ or cfDNA À ). Separate efficacy analyses were performed on patients who were cfDNA þ or cfDNA À in each study. Comparisons of PFS and OS between treatment arms were made via a log-rank test. Cox proportional-hazard models were used to derive hazard ratios (HRs) and 95% confidence intervals (CIs) comparing the two treatment arms. Kaplan-Meier estimates were used to construct survival curves and calculate median PFS and OS. Logistic regression models were used to compare the rates of objective response and disease control between treatment groups. Additional Cox proportional-hazard models were used to assess whether the blood test result (cfDNA þ or cfDNA À ) was prognostic for PFS or OS after adjusting for any effects of treatment. Further Cox proportional-hazard models were used, including the treatment-by-blood test result interaction term, in order to evaluate any evidence of heterogeneity. Efficacy analyses were restricted to those patients with an EGFR mutation blood test result whose tumour harboured a common EGFR mutation (Del19/L858R). Analyses were performed on all such patients and also for patients split by the type of mutation (Del19 or L858R) in the tumour. Efficacy data presented here are from the time point of the main OS analysis, when it was estimated that OS would be sufficiently mature (Yang et al, 2015) . All analyses were post hoc and exploratory in nature.
RESULTS
EGFR mutations in blood cfDNA and matched tumour tissue. In LL3 and LL6, 287 (serum) and 334 (plasma) blood samples were analysed for the presence of EGFR mutations (Figure 1 ). The detection rates of EGFR mutation using cfDNA from blood samples compared with paired tumour samples were 28.6% (82 out of 287) in LL3 and 60.5% (202 out of 334) in LL6. Detection rates for individual EGFR mutations, including the common mutations Del19 and L858R, as well as various uncommon mutations, are shown in Table 1 .
Characteristics of patients with or without detectable EGFR mutation in the blood. Descriptive summaries supported by statistical tests of association showed that, in both trials, patients who were cfDNA þ for EGFR exhibited characteristics associated with more advanced disease compared with cfDNA À patients. cfDNA þ patients more frequently had a higher ECOG performance status (LL3: P ¼ 0.0029; LL6: P ¼ 0.0022), greater tumour burden (measured as the sum of the longest diameter of target lesions; approaching significance in LL3: P ¼ 0.061; LL6: P ¼ 0.0001), more metastatic sites (LL3: P ¼ 0.0003; LL6: Po0.0001), and metastases to the bone (LL3 and LL6: Po0.0001) and liver (LL3: Po0.0001; LL6: P ¼ 0.0003; Table 2 ). In terms of laboratory parameters, the cfDNA þ group also exhibited a general trend in higher laboratory values for alkaline phosphatase (ALP), lactate dehydrogenase (LDH), and white blood cell count (approaching significance for LL6), which are associated with metastatic spread to the bone and liver (2015) . In addition, there was evidence in LL6 that female patients and those with a poorly/ undifferentiated tumour grade were more likely to be cfDNA þ than cfDNA À . No notable differences were observed based on age, race, smoking status, disease stage, pleural metastases, brain metastases, or original EGFR mutation type in the tumour in either study.
Efficacy analysis by cfDNA EGFR mutation detection status. Efficacy analyses were performed in NSCLC patients whose tumours harboured common EGFR mutations (Del19 or L885R) confirmed by tissue biopsy. Within this group of patients, comparisons between treatment arms (afatinib vs chemotherapy) were performed in those who were cfDNA þ or cfDNA À for any EGFR mutation based on their blood test result.
Survival outcomes. Afatinib significantly improved PFS vs chemotherapy in patients with common EGFR mutations in both the cfDNA þ (LL3: 8.3 vs 3.3 months; P ¼ 0.0009; LL6: 9.7 vs 4.6 months; Po0.0001) and the cfDNA À group (LL3: 13.7 vs 6.9 months; Po0.0001; LL6: 16.6 vs 5.8 months; Po0.0001; Figure 2 ). The PFS benefit of afatinib over chemotherapy was more pronounced in patients with Del19 vs L858R mutation-positive tumours (Table 3) .
A trend towards improvement in OS with afatinib vs chemotherapy was observed in patients who were cfDNA þ (LL3: 22.1 vs 14.7 months; LL6: 20.0 vs 17.8 months) or cfDNA À (LL3: 33.6 vs 28.6 months; LL6: 35.6 vs 27.0 months; Figure 3 ). In Del19 patients, a statistically significant improvement in OS with afatinib vs chemotherapy was observed in cfDNA þ patients in LL3 (29.4 vs 14.3 months; P ¼ 0.0372) and in cfDNA À patients in both trials (LL3: 33.3 vs 28.2 months; P ¼ 0.0247; LL6: 39.4 vs 21.1 months; P ¼ 0.0063; Table 3 ). OS was numerically improved in Del19 patients with a detectable EGFR mutation in plasma in LL6 (23.6 vs 14.6 months). No difference in OS with afatinib vs chemotherapy was observed in the L858R group for those with or without a detectable EGFR mutation in the blood (Table 3) .
cfDNA þ patients had generally shorter PFS and OS in both treatment arms than cfDNA À patients (Supplementary Figures S1 No patients included in this analysis were EGFR mutation negative; all patients had tumour tissue that was positive for one or more mutation type. The calculations for sensitivity, specificity, PPV and NPV make use of test results for all seven mutation types within each individual patient. and S2). Additional analyses confirmed the prognostic effect of a detectable EGFR mutation in the blood on PFS and OS; after adjusting for any effects of treatment, a consistent, statistically significant effect was observed (Table 3 ). There was no evidence to suggest that the treatment effect (afatinib vs chemotherapy) was different for cfDNA þ or cfDNA À patients, as observed by the non-significant interaction term P values (Table 3) .
Tumour response. In both cfDNA þ and cfDNA À patients, higher objective response rates (ORRs) based on independent review were observed in those treated with afatinib vs chemotherapy (cfDNA þ ; LL3: 62.0% vs 20.0%; LL6: 69.6% vs 30.6%; cfDNA À ; LL3: 62.8% vs 24.2%; LL6: 69.4% vs 19.0%). Higher ORRs with afatinib vs chemotherapy in cfDNA þ patients (LL3: 78.0% vs 40.0%; LL6: 76.3% vs 34.7%) and cfDNA À patients (LL3: 76.9% vs 45.2%; LL6: 75.0% vs 33.3%) were also observed based on investigator assessment of tumour response.
DISCUSSION
The development of minimally invasive assays to detect gene mutations may provide a promising alternative to tumour biopsy, in the absence of available tissue samples, for identifying patients who would benefit from genotype-directed therapy such as EGFRtargeted agents. In the current analysis of NSCLC patients enrolled in the Phase III LL3 and LL6 trials, the EGFR mutation detection rates between paired tumour and blood samples suggest that the isolation of cfDNA from plasma using the QIAamp Circulating Nucleic Acid Kit (Qiagen) could be a potential alternative to tumour tissue for EGFR mutation testing in the absence of available tumour samples. Whether the difference in EGFR mutation detection rates between LL3 (28.6%) and LL6 (60.5%) in this analysis was attributable to the different DNA extraction kits used, the difference in DNA source (serum or plasma), or both is currently unclear. However, previous studies suggest that plasma may be a more reliable source than serum for tumour DNA owing to higher background levels of non-tumour wild-type DNA found in serum (Steinman, 1975; Board et al, 2008) . In a recent analysis of BRAF mutation testing using amplification refractory mutation system (ARMS) methodology on cfDNA isolated from either serum or plasma collected from advanced melanoma patients, a greater amount of total cfDNA was isolated from serum vs plasma (using the QIAamp Circulating Nucleic Acid Kit (Qiagen) for each blood sample type); however, the proportion of tumour-derived mutant cfDNA was significantly greater in plasma than in serum Del19 or L858R mutation positive based on tissue biopsy were grouped according to whether any EGFR mutation was detected by cfDNA analysis (cfDNA þ or cfDNA À ). Abbreviations: cfDNA = cell-free DNA; cis = cisplatin; EGFR = epidermal growth factor receptor; gem = gemcitabine; pem = pemetrexed; PFS = progression-free survival. Patients who were EGFR Del19 or L858R mutation positive based on tissue biopsy were grouped according to whether any EGFR mutation was detected by cfDNA analysis (cfDNA þ or cfDNA À ).
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(approximately 2 Â higher) (Aung et al, 2014) . Although total cfDNA isolated from serum vs plasma was not investigated in the current analysis, it is possible that the higher EGFR mutation detection rate observed in plasma vs serum may reflect a higher proportion of tumour-derived mutant cfDNA present in plasma. In previous analyses, the detection rates for EGFR mutation in blood (plasma or serum) cfDNA compared with paired tumour tissue samples have ranged from 31% to 97% (Kimura et al, 2006 (Kimura et al, , 2007 Moran et al, 2007; Bai et al, 2009; He et al, 2009; Kuang et al, 2009; Yung et al, 2009; Brevet et al, 2011; Goto et al, 2012; Liu et al, 2013; Zhao et al, 2013; Douillard et al, 2014b; Mok et al, 2015) . This wide variation could be due to multiple factors, including differences in sample media (e.g., plasma vs serum), differences in DNA extraction and mutation detection methodologies (e.g., ARMS, digital PCR, or direct sequencing, among others), disease stage of patients (e.g., high cfDNA levels have been associated with more advanced disease; Lee et al, 2011) , and the inclusion of patients with wild-type EGFR. Indeed, it is easier to establish the absence of an EGFR mutation in the blood than confirm its presence, suggesting that the inclusion of patients with wild-type EGFR may result in higher overall concordance rates with paired tissue samples.
In LL3 and LL6, EGFR mutation-positive patients who were cfDNA þ tended to have more advanced disease characteristics compared with cfDNA À patients, including higher ECOG performance scores, greater tumour burden, a higher number of metastatic sites, metastases to the bone and liver, and higher laboratory values (e.g., ALP and LDH), which are associated with metastatic spread to the bone/liver. This association may be a result of increased escape of tumour cells and DNA into the blood in patients with greater tumour burden and more metastatic sites. Furthermore, the more advanced baseline disease characteristics of EGFR cfDNA þ patients are likely to contribute to the poorer prognosis of these patients, irrespective of treatment with afatinib or chemotherapy. The correlation between the presence of mutant EGFR in the blood and the increased number of metastatic sites has been reported in a previous analysis (Lee et al, 2011) . The higher proportion of females among cfDNA þ patients observed in LL6 is also consistent with some previous reports (Kimura et al, 2007; Jiang et al, 2011) . Although some studies have demonstrated a correlation between cfDNA þ status and tumour histology, poor differentiation status, and non-smoking status (Kimura et al, 2007; Bai et al, 2009; Jiang et al, 2011; Zhao et al, 2013) , such correlations were not observed in this report.
The therapeutic sensitivity of EGFR mutation-positive NSCLC to EGFR TKIs is well established (Yap and Popat, 2014) . In this context, previous studies have demonstrated improved clinical outcomes in gefitinib-treated NSCLC patients with detectable Patients who were EGFR Del19 or L858R mutation positive based on tissue biopsy were grouped according to whether any EGFR mutation was detected by cfDNA analysis (cfDNA þ or cfDNA À ). Abbreviations: cfDNA = cell-free DNA; cis = cisplatin; EGFR = epidermal growth factor receptor; gem = gemcitabine; OS = overall survival; pem = pemetrexed.
EGFR mutations in serum (Kimura et al, 2006 (Kimura et al, , 2007 and plasma (Bai et al, 2009 ) vs patients with NSCLC harbouring wild-type EGFR. The current study examined clinical outcomes in EGFR mutation-positive patients diagnosed by tumour biopsy according to their EGFR mutation status by cfDNA. In this analysis, clinical benefit was observed with afatinib-vs platinum-based chemotherapy whether or not the mutation could be found in the blood. Interestingly, cfDNA þ patients displayed less favourable PFS and OS, irrespective of treatment, compared with cfDNA À patients, despite similar ORRs in cfDNA þ and cfDNA À patients. Similar findings were observed in a recent study by Li et al (2014) , in which shorter PFS with EGFR TKI treatment was reported in cfDNA þ vs cfDNA À NSCLC patients with EGFR mutationpositive tumours by biopsy. Subgroup analyses in the Phase III EURTAC trial in EGFR mutation-positive patients also demonstrated shorter PFS with erlotinib in cfDNA þ vs cfDNA À patients (Rosell et al, 2012) . More recent analyses from the EURTAC trial demonstrated that, in patients with L858R mutations in the tumour, median OS was shorter for cfDNA þ patients compared with those who were cfDNA À (Karachaliou et al, 2015) ; these findings are consistent with results from our analysis. In contrast to our results, patients with tumour Del19 mutations who were also cfDNA þ had longer median OS than patients who were cfDNA À , and analysis of baseline disease characteristics did not show any significant differences between cfDNA þ and cfDNA À patients (Karachaliou et al, 2015) . In recent analyses of the Phase III FASTACT-2 study, improved PFS with erlotinib over placebo was noted in patients who were cfDNA þ vs cfDNA À for EGFR mutations at baseline. However, for the baseline cfDNA þ subgroup, both PFS and OS were significantly worse for those who were cfDNA þ at cycle 3 of treatment compared with those who were cfDNA À at cycle 3 . In the Phase III First-SIGNAL study, high EGFR mutation positivity in plasma was associated with significantly shorter survival in gefitinib-treated patients with lung adenocarcinoma vs low EGFR mutation positivity (P ¼ 0.03) (Lee et al, 2011) . Of note, high blood EGFR mutation positivity in the First-SIGNAL study was also associated with more aggressive baseline tumour characteristics (e.g., greater number of metastatic sites); Mok et al (2015) also hypothesised that the changes in outcomes with erlotinib may have been linked to increases in tumour burden or metastases.
To our knowledge, the current analysis of the LL3 and LL6 trials provides the largest cohort of data to date assessing both the feasibility of detecting EGFR mutation in the blood and the correlation of clinical characteristics and outcomes with cfDNA þ status. In this context, there are some limitations of the analyses that should be considered when interpreting the findings. First, blood samples were not collected from all screened patients in these studies, and the proportions of missing samples, while generally low, were different between LL3 and LL6, which may be a confounding factor in these analyses. Second, quantitative measurement of the extracted DNA was not performed; thus we were unable to determine whether there was a relationship between DNA quantity and test positivity. In addition, because all patients included in LL3 and LL6 had tumour tissue that was positive for one or more EGFR mutation, we were unable to formally determine the sensitivity and specificity of the methods to detect these mutations, as compared with wild-type EGFR, in serum or plasma. Further, the different sample media used in each study (plasma vs serum) prevented combining the study data. Although combination of the LL3 and LL6 data would have potentially improved the overall statistical power of the outcomes analyses, the separate analysis of plasma and serum did provide a preliminary assessment of which media may be better for the detection of EGFR mutations. As described in the Methods section, all analyses were post hoc and therefore considered exploratory. No adjustment for multiplicity was made to the P values presented, resulting in an increased chance of false-positive results; however, the results were generally consistent and of sufficient magnitude to suggest a true effect rather than a chance finding. Finally, serial postbaseline blood sampling was not conducted in LL3 and LL6; thus potential changes in blood mutation status during treatment and at the time of progression could not be assessed.
In summary, our findings suggest that detection of EGFR mutation in cfDNA from plasma appears to be a promising and minimally invasive alternative to tumour biopsy for patients without available tissue samples. Patients with EGFR mutations detected in the blood (irrespective of mutation type) displayed more advanced disease characteristics and had worse prognosis compared with blood EGFR mutation-negative patients. Importantly, clinical benefit with afatinib over platinum-based chemotherapy was consistently observed in both cfDNA þ and cfDNA À populations. Improvements in the methodology of cfDNA testing for EGFR mutations are needed to increase sensitivity and to enable this to be offered to all patients considered for EGFR-targeted therapy, with the goal of reducing the overall burden of performing invasive biopsy procedures. Future prospective studies in patients with paired tumour tissue and blood samples will be important to further develop the utility of this methodology with regard to patient prognosis and predicting clinical outcomes.
